[Abstract] Ultraviolet (UV) irradiation induces helix distorting photolesions such as cyclobutane pyrimidine dimers (CPD) and pyrimidine-pyrimidone (6-4) photoproducts (6-4PP) which threaten genomic integrity if unrepaired. In mammals, nucleotide excision repair (NER) is the only pathway that removes UV-induced DNA damages. Here we describe DNA slot blot repair assay for quantitative detection of NER activity using DNA damage specific antibodies such as anti-CPD and anti-6-4PP.
http://www.bio-protocol.org/e1453 2. Transfer the membrane to 30 ml of blocking buffer and shake for 30 min at room temperature.
3. Wash the membrane for 3 times (5 min each) with PBS-T.
4. Apply the mouse CPD or 6-4PP primary antibody diluted 1:2,000 in PBS-T with 0.02% sodium azide.
5. Incubate the blot in a cold room with shaking for overnight (12-14 h).
6. Wash the membrane with PBS-T 4 times for 15 min each.
7. Incubate with secondary antibody (anti-mouse IgG HRP-conjugated) diluted 1:2,500 in blocking buffer for 1 h at room temperature on an orbital shaker.
8. Wash the membrane with PBS-T 4 times for 15 min each.
9. Apply ECL and expose to film.
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